5xFAD Genotyping Protocol
(October 2020)
These primers amplify the Tg (APPSwFlLon,PSEN1*M146L*L286V)6799Vas transgene inserted on mouse chromosome 3 in the 5xFAD transgenic mice. This assay is capable of distinguishing hemizygous from homozygous. This protocol was adapted from JAX protocol # 31769 (https://www.jax.org/Protocol?stockNumber=006554&protocolID=31769) 
This method worked by using GoTaq® Green Master Mix (Promega Cat. #: M7122) and the SimpliAmp thermal cycler by Applied Biosystems.  This method uses a 'touchdown' cycling protocol.
	Reagent
	Volume/rxn (ul)

	ddH2O
	10

	GoTaq® Green Master Mix
	12.5


	50(M Common Forward
	0.5 

	50(M Wild-type Reverse
	0.5

	50(M Mutant Reverse
	0.5

	Tail DNA
	1


PCR Program: ABI SimpliAmp (called 5xFAD) 
1. 94(C for 3 minutes

2. A.  94(C for 30 seconds

B.  65(C for 30 seconds (0.5(C decrease per cycle)
C.  68(C for 45 seconds
D.  10 Cycles A-C (Touchdown)
3. A.  94(C for 30 seconds

B.  60(C for 30 seconds 

C.  72(C for 45 seconds
D.  28 Cycles A-C


4.   72(C for 5 minutes

             5.    Hold at 4(C 
Primer Sequences

Common Forward:  

ACC CCC ATG TCA GAG TTC CT

Wild-type Reverse:  

TAT ACA ACC TTG GGG GAT GG

Mutant Reverse:  
             CGG GCC TCT TCG CTA TTA C

Gel Percentage: 2% (30 min at 200 V in 1xSB)
Expected Products:  Transgenic Homozygous animals should produce one band from the 5xFAD transgene product at approximately 129 bp. Heterozygous animals should produce the transgene product band at 129 bp and another band from the Wild-type product at approximately 216 bp.  Wild-type animals should exhibit the 216 bp band only, indicating successful amplification of the tail DNA. 
